Nano-HPLC-MS of glycopeptides obtained after nonspecific proteolysis.
Liquid chromatography-tandem stage mass spectrometry of glycopeptides is a powerful tool for the site-specific glycosylation analysis of glycoproteins. Using fetuin as a model substance, we describe a protocol for glycopeptide dissection using nonspecific proteolysis by proteinase K. Proteolysis is achieved using dissolved or immobilized enzyme. For glycopeptide separation three different nanoHPLC separation principles are compared, namely hydrophilic interaction liquid chromatography (HILIC), C18-reverse phase (RP), and graphitized carbon HPLC. Chromatographically resolved glycopeptides are analyzed by nano-electrospray ionization multistage mass spectrometry for identification of the glycan as well as the peptide moiety. Using this approach, site-specific information on protein glycosylation is obtained.